In the south and southeast of Brazil, autochthonous malaria cases can be found near 28 Atlantic Forest fragments. The transmission is not totally clarified; thus, the behaviour 29 of the possible vectors in those regions must be observed. An entomological and natural 30 infection study was performed on anophelines (Diptera: Culicidae) captured in the 31 municipalities of the mountainous region of Espírito Santo state in 2004-2005. 32 Similarly, between the years 2014 and 2015, 12 monthly collections were performed at 33 the permanent trapping station of the study mentioned above (Valsugana Velha, Santa 34 Teresa, ES). Light traps with CO 2 (CO 2 -baited Center for Disease Control [CDC] traps) 35 were set in open areas, at the edge of the forest (canopy and ground) and inside the 36 forest (canopy and ground), whereas Shannon traps were set on the edge of the forest. A 37 total of 1,414 anophelines were collected from 13 species. Anopheles (Kerteszia) cruzii 38 Dyar and Knab remained the most captured species in the CO 2 -baited CDC traps set in 39 the forest canopy and was also the vector with the highest prevalence of Plasmodium 40 vivax infection according to molecular PCR techniques. Regarding mosquitoes of the 41 subgenus Nyssorhynchus, P. vivax was found only in abdomens, weakening the 42 hypothesis that this subgenus also plays a role in malaria transmission in this specific 43 region.
Inovação do Espírito Santo -FAPES). presence of P. vivax or P. malariae in the pools was detected using the nested-PCR 124 protocol described by Kimura et al. (1997) and modified by Win et al. (2002) . The 125 target was the gene encoding the 18S ribosomal subunit. The amplification products 126 were analysed by electrophoresis in 2% agarose gel under ultraviolet light. In positive 127 cases, 100-bp fragments were amplified. 
RESULTS

145
A total of 1,414 specimens were captured, resulting in a set of 13 species. The largest 146 number of specimens was collected in April 2015 (341) and the smallest number of 147 7 specimens in March 2015 (05). In all collections, there was a predominance of 148 Anopheles (K.) cruzii, totalling 1,044 of the 1,414 mosquitoes captured (Table 1) A negative trend was observed for the correlation between the number of anophelines of 166 the subgenus Nyssorhynchus and the temperature, although without statistical 167 significance (r = -0.04, p = 0.89). Additionally, a positive trend was observed for the 168 correlation between the number of anophelines and rainfall (r = 0.17, p = 0.59) but also 169 with no statistical significance. For the subgenus Kerteszia, the correlation between 170 capture frequency and temperature (r = -0.004, p = 0.99) or rainfall (r = -0.13, p = 0.68) 8 revealed negative coefficients but with no statistical significance. The monthly average 172 temperature and the rainfall in Valsugana Velha are shown in Graph 3. the CDC trap at the forest edge, near the dwellings (H'1 = 1.734) (p = 0.004). Anopheles 186 strodei was captured in larger numbers at forest edge areas, followed by A. triannulatus.
187
A. lanei and A. rangeli were captured only in the CO 2 -baited CDC trap located near the 188 dwellings, whereas A. homunculus was only captured in the CDC traps set in the tree 189 canopy.
190
Natural infection rates (Table 2) . Of the total pool of specimens investigated, 13 were 191 positive for Plasmodium vivax (Figure 2 ). Of these, 10 belonged to the species A. cruzii, 192 and three were abdomens that belonged to specimens of the subgenus Nyssorhynchus.
193
As shown in Table 2 , most of the infected mosquitoes were A. (K.) cruzii, captured in 194 CO 2 -baited CDC traps located in the tree canopy. Graph 4 shows the monthly of that year (mean of 207.6 mm/month), and the temperature was mild on collection day 265 (ranging from 19.7 to 21.3 °C). That month, the "rain" factor may have triggered an 266 increase in the mosquito population. 
305
The study shows that there was little change in vector behaviour in the region studied.
306
A. cruzii remains the most infected anopheline in Valsugana Velha, and mosquitoes of 307 the subgenus Nyssorhynchus do not appear to participate in the transmission chain. The 308 acrodendrophilic behaviour of A. cruzii, particularly those infected, reinforces the 309 hypothesis that the presence of P. vivax in these specimens arises from blood feeding in 310 animals that live in the tree canopy, such as simians. 
